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L A I M e t 



A method for identifying active eubetancea wh^h affect 
the covalent bonding of polypeptides to the/ surface of 
Gram- positive bacteria, comprising the follow^g steps: 

a) providing a sample of Gram-positiwf bacteria which 
contain or produce at least one /nzymatic reporter 
sxibstance which is or can become <fovalently bonded to 
the surface of the^Gram-positive bacteria , said at 
least one reporter I aiMMtance having a different enzy- 
matic activity whe»^.BQp covalently bonded to the sur- 
face of the Gram-pdjeitive ^^acteria from that exhib- 
ited when it is covalently bonded to the surface of 
the Gram- positive bacteria; 

b) contacting the eamplfe with a possible active sub- 
stance; and / 

c) assaying the erizymatic activity of the reporter 
substance of the Gram-positive bacteria of the sam- 
ple, - / 

The method according to claim 1, characterized in that 
said assaying ox the enzymatic activity of the reporter 
substance is done by comparison with at least one refer- 
ence sample which has not been genetically altered, and/or 
at least one /reference sanple in which the reporter sub- 
stance is noh-covalently bonded to the surface of Gram- 
positive bacteria, and/or at least one reference sanple in 
which the reporter substance is covalently bonded to the 
surface of the Grzwn-positive bacteria, and/or at least one 
reference sample in which the reporter substance is pres- 
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ent without cofvalent bonding to the surface of 
positive bacteria. 



The method according to ^f d a rm a,' 1- and/or / characterized 
in that said covalent bonding of the polypeptides is ef- 
fected to the murein of the cell wall, yespecially at in- 
terpeptide bridges, such as pentagWcines , of Gram- 
positive bacteria. 

I 



4, The method according to 

characterized in that said polype; 
factors of Gram-poeitive bacteria 



nr of frfriwmn l — feo--3^, 
ides are pathogenicity 



The method according to at! Xfi 

/ 

characterized in Jthiit said 
polypeptide. 




The method according 
said enzyme is provi 



6 . The method accordi: 



due to a transit i 
active conformati 




he Gram- 



"fe o -4/ 



irter substance is a hybrid 



The method accozdin^ to cLkim 5, characterized in that 
said hybrid polyp^tide has a succeaeion of the following 
sequence segment^: N-termi/nal signal peptide, enzyme/ se- 
quence segmelit having the sequence LPXTG, hydrophobic se- 
quence segment, and charged sequence segment. 



:o claim 6, characterized in that 
as a proenzyme. 



to .a:t — le a st-^ on e - ^f — elai -ms- 

, / 

characterized m that said change of enzymatic activity is 



<j to - - ?, 



of the enzyme from an inactive to am 
or vice versa. 



The method according to claim 6 characterized in 

that a linker peptide, especially one comprising less than 
10 amino acids/ is provided between said enzyme and said 
sequence segment having the secpience LPXTG. 
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The method according to^ afe-ieast 



ane- 



■t— to— 9, 



characterized In that said Gram-positive bact^ia have a 
low natural cell wall turnover and/or a Broall number of 
cell wall proteaaea and/or a email number of/ secreted pro- 
teases . 

da:m I 

The method according to^ a t loaoO mi 
characterized in that said assaying 
tivity of said at least one reporter 
ing fluorescence spectroscopy, es 
reacence spectroscopy /j 



the enzymatic ac- 
/ubstance 1b done ua- 
rially confocal fluo- 



uiie or -ulaima 1 to 11, 



A / 

said Gram-poeitive bacteria express 



The method accordiid^o^afe-^raa 
characterized in tha 
Lif. 

The method according to^ at^lea ot on e o f cl a imn 1 fo^ , 
characterized in that the fraction of reporter substances 
released by natural cell Mifxi changes is determined. 

/do:tn I . , . . , ^ 

The method according t</ at^-ieast-GBe-uf uldimo 1 to m, 
characterized in that fhe fraction of reporter substances 
which are non-covalen/ly bonded to the surface of Gram- 



positive bacteria is 



l^lll^ 



